estrogens, shRNA knockdown of ERb and ectopic expression of ERb could affect RCC cell proliferation, migration and invasion. TCGA database analysis showed that the increased ERb is associated with a worse survival for RCC patients. Mechanism analysis revealed that ERb can promote RCC cell invasion via increasing transforming growth factor b1 (TGF-b1)/SMAD3 signals, and interrupting TGF-b 1/SMAD3 signals with a TGFb R1 inhibitor can reverse/block ERb -increased RCC cell migration.
INTRODUCTION AND OBJECTIVES: Renal cell carcinoma (RCC) is the most common type of kidney cancer word widely. Although target therapy and checkpoint immunotherapy improve the survival of metastatic RCC, a large number of patients are still incurable.
METHODS: The raw RNA-sequencing data of RCC were download from the Cancer Genome Atlas (TCGA) database and exported by using R-project. A high-content cell viability assay was used to screen genes those are potentially regulating cell proliferation after downregulating the mRNA expressions of each gene by shRNA. RT-PCR was conducted to detect the mRNA expression of pleckstrin homology domain containing O1 (PLEKHO1) gene in 30 paired localized tumor and para-tumor kidney tissue samples. The effects of lowering the expression of PLEKHO1 were assessed by CCK-8 assay, Celigo assay, flow cytometry and transwell assay, separately. Additionally, xenograft tumor models were established in nude mice to investigate the function of PLEKHO1 in vivo. Gene expression microarray and co-expression analysis followed by Western blot were further conducted to explore the involvement of PLEKHO1 in signalling pathways.
RESULTS: Sixteen genes were identified to be consistently highly expressed in ccRCC tissue compared with the matched paratumor tissue in TCGA data set, while downregulation of only two of those significantly inhibited the viability of RCC cells. Among two genes, PLEKHO1 was unknown in its relevance to RCC and its expression level was shown to be associated with prognosis of RCC in the TCGA data set. Next, upregulation of PLEKHO1 mRNA was confirmed in RCC tissue samples. Reducing the expression of PLEKHO1 by specific siRNAs significantly inhibited cell viability and cell migration, and facilitated apoptosis in 786-0 and Caki-1 cells. In addition, knocking-down the expression of PLEKHO1 greatly impeded xenografted tumor's growth in nude mice. Finally, signalling pathways exploring by microarray analysis indicated that PLEKHO1-knockdown decreased the expressions of TAZ and CTGF, which are two key factors in HIPPO signalling pathway, and simultaneously reduced the expressions of p-JNK and c-Jun, which are two key factors in the JNK signalling pathway, in 786-O cells.
CONCLUSIONS: These results suggest that the aberrant expression of PLEKHO1 in RCC may contribute to tumor growth, and therefore the potential of PLEKHO1 as a therapeutic target needs to be further studied.
Source of Funding: National Natural Science Foundation of China (grant nos. 81372766 and 81572532), and the Liaoning "Climbing" scholarship.
MP16-06 EXPLOITING NOVEL THERAPEUTIC TARGETS TO BLOCK METASTASIS OF CLEAR CELL RENAL CELL CARCINOMA (RCC)
Jan Rudzinski*, Natasha Govindasamy, Konstantin Stoletov, Adrian Fairey, John Lewis, Edmonton, Canada INTRODUCTION AND OBJECTIVES: Metastatic RCC is incurable, and the current therapeutic paradigm is centered around controlling the disease burden to prolong overall survival. We conducted a whole human genome short hairpin RNA (shRNA) screen on human squamous cell carcinoma (Hep3) cells to identify a panel of novel functional genes that are required for productive cell motility and successful metastatic dissemination. One such novel protein target encodes for chromosome 14 open reading frame 142 (C14orf42), which has been demonstrated to be up regulated in metastatic clear cell RCC. The objective of our study was to characterize the impact of C14orf142 on clear cell RCC in vitro motility, invasion, and in vivo vascular extravasation.
METHODS: Benign proximal convoluted tubule cells (PCT) and clear cell RCC cell lines 786-0 (derived from renal tissue) were obtained from American Type Culture Collection (ATCC). Targeted genomic editing to knockout (KO) C14orf142 was achieved with CRISPR-Cas9 system. Successful protein knockdown was validated using western blot analysis. To measure impact of gene KO on in vitro invasion we conducted the FITC-gelatin degradation assay. To measure the combined effect of invasion and productive cell migration in vitro we utilized the modified Boyden chamber assay coated with 0.1% gelatin. To study cancer cell vascular extravasation in vivo, 786-0 cells were injected IV into fertilized avian embryos. For statistical analysis, t-test was used to evaluate differences between groups with p value of 0.05 accepted as statistically significant.
RESULTS: The baseline expression of C14orf142 was significantly higher in 786-0 (1.078AUDAE0.11) compared to PCT(0.12AUDAE0.04) (p 0.05). The CRISPR-Cas9 targeted genomic editing resulted in generation of 786-0 clones with complete KO of C14orf142. The FITC-gelatin degradation assay demonstrated significant difference in gelatin degradation between 786-0 scramble
